A) Neurons were treated with BSO for 24h or GSH-EE (2 mM, 4h) and an MCB assay performed (50 µM MCB, 30'). *p<0. 0001, 0.043 (n=3-5). B) An MCB assay was performed on parallel cultures with the indicated MCB concentrations and loading times. *p=0.0008, . C) Neurons were treated ± BSO (24h) and an MCB assay performed with the indicated assay conditions (i.e. different MCB concentrations and loading times). The % fluorescence remaining after BSO treatment was calculated relative to the control for that particular assay ocndition. The dotted line indicates the level of GSH remaining after 24h BSO incubation, as measured by GSHGlo assay (Promega), an assay which was validated by a GSH standard curve *p=0.0008, 1WA-FPh (n=4-5). D) Neurons were treated ± BiC/4-AP (24h) were lysed and a GST assay performed (n=3). E) Parallel cultures were treated with BSO for the indicated times and subject to MCB assay and GSH-Glo assay respectively. The % signal remaining after BSO treatment was calculated (n=5). F) Neurons were treated where indicated with BSO ± GSH-EE (24h) then subsequently treated with 50 µM H 2 O 2 and cell death analysed after a further 24h. *p=0.0009, 0.0024 (n=3). G) Neurons were transfected with 100 nM Control or 100 nM SMARTpool: siGENOME Rat Gclc siRNA (Thermo Fisher) plus plasmids encoding mCherry and myc-tagged Gclc. After 48h, the neurons were processed for immunofluorescence with an anti-Myc antibody and the efficacy of the Gclc siRNA measured by calculating the % of transfected (mCherry-positive) cells that also expressed myc-Gclc (n=6). Inset shows example images. H) Neurons were transfected with Con or Gclc siRNA, plus a eGFP marker. At 24h they were treated ± BSO and at 48h pictured taken prior to H 2 O 2 treatment. Pictures were taken after a further 24h and the neurons scored as live/dead as described [Martel, 2012 #3016]. For each condition 120-280 cells were analysed across n=4 experiments. I) GSH levels in Puma -/-cortical neuronal extracts were measured by GSH-Glo assay and expressed relative to the levels in cultures made from Puma +/+ littermates. Note that since MitoSOX oxidation, and mitochondrial oxidative stress in general, can arise from ROS generated in the cytoplasm [Mikkelsen, 2003 #3156;Dryanovski, 2013 #3234], MitoSOX oxidation is simply a metric of cellular ROS, and not of mitochondrial ROS in particular. B) Cultures of primary astrocytes were transfected with a iGluSnFR vector, after which primary cortical neurons were plated on top. After 7 days, the cultures were transfected with a GCaMP2 vector. In the example shown, a field containing a GCaMP2-expressing neuron an a nearby iGluSnFR-expressing astrocyte were imaged before and after BiC treatment. Note that we confirmed that the astrocyte was indeed expressing iGluSnFR (and not GCaMP2) by co-transfecting mCherry with the GCaMP2. Also we added the glutamate transport inhibitor TBOA (200 µM) and observed a dramatic increase specifically in the iGluSnFR signal size and duration (data not shown). C) A schematic outlining the protocol for measuring the rate of decline of GS-bimane signal under the conditions shown in Fig.  2d . D) An example of a single experiment performed which contributed to the pooled averaged data shown in Fig. 2c . E) Astrocyte-free neuronal cultures were treated ± BiC/4-AP for 24h and a GPX assay performed. *p=0.0107 (n=8)
